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, Kentaro Nakano c , Osamu Numata tagged LC1 showed a similar motility phenotype to that of wild type (Supplemental Figure S2) , and thus the recombinant LC1 constructs are believed to be functional in vivo. The His tag in OAD was clearly accessible to Ni-NTA, since the recombinant OAD complexes could be purified using Ni-NTA resin (Supplemental Figure S1 , A and C).
In EM, the purified recombinant OAD complex exhibited a three-headed structure (Figure 1, A and B) , as previously reported for wild-type OAD (Goodenough and Heuser, 1984; Toyoshima, 1987) . First, as a control to assess whether Ni-NTA-nanogold coiled-coil domain (consisting of coiled coil 1 [CC1] and coiled coil 2 [CC2]) with a microtubule-binding domain (MTBD) at the tip (Gee et al., 1997; Koonce, 1997 ). Dynein's interaction with microtubules is considered to be modulated by the registry shift in the stalk coiled coil and consequent conformational change in the MTBD, which are coupled with the ATPase cycle in the AAA+ ring (Gibbons et al., 2005; Redwine et al., 2012) . In the axonemes of cilia/flagella, the OAD complex is tethered to the A-tubule of the DMT via its tail domain and interacts with the adjacent B-tubule of DMT at its MTBD (Movassagh et al., 2010; Lin et al., 2014) .
Dynein light chain-1 (LC1) is a 22-kDa light chain of the OAD complex and is widely conserved among many species. LC1 is found to be essential for proper beating of cilia/flagella in many species, including Chlamydomonas reinhardtii, Schmidtea mediterranea, Paramecium tetraurelia, and Trypanosoma brucei. Knockdown of LC1 and/or expression of mutant forms of LC1 in these organisms results in a variety of abnormal phenotypes, including slower swimming, attenuation of beat frequency, and failure of assembly of the OAD complex (Baron et al., 2007; Patel-King and King, 2009; Rompolas et al., 2010; Kutomi et al., 2012) . Mutations in human LC1 lead to primary ciliary dyskinesia (Horváth et al., 2005; Mazor et al., 2011) . Despite its importance in vivo, the mechanism of LC1's regulation of OAD activity is not clearly understood, partially because the localization of LC1 within the OAD complex has not been precisely determined. From cross-linking experiment results, LC1 was found to bind to the head domain of the γ HC (Benashski et al., 1999) . Although LC1 was assumed to bind to the AAA+ ring of the γ head domain (Patel- King and King, 2009 ), structural evidence has not been obtained.
Here we use electron microscopy (EM) and biochemical analysis to identify the localization of LC1 within the OAD complex. We find that one of the stalk tips in the three heads appears larger than the other two. Nickel-nitriloacetic acid (NTA)-nanogold labeling of histidine (His)-tagged LC1 shows that the larger stalk tip holds LC1. Together with the data on the stoichiometry of binding, mapping of the binding region, and LC1's effects on microtubule binding, our present findings suggest a new model in which one copy of LC1 localizes to the γ MTBD region and regulates its affinity for the Btubule of the DMT.
RESULTS

LC1 associates with the stalk tip
LC1 was found to associate with the γ head domain by cross-linking experiments (Benashski et al., 1999) , but no direct structural evidence has been obtained. To determine directly the localization of LC1 within the OAD complex, we sought to label His-tagged recombinant LC1 with Ni-NTA-nanogold particles and observe them in the EM (Kitai et al., 2011; Acar et al., 2013) . The His-tagged LC1 constructs were expressed in wild-type strains of Chlamydomonas and Tetrahymena because no LC1-null mutant is available in any organism. In Chlamydomonas, the His tag was introduced to the C-terminus of LC1 (LC1-C-His; Figure 1A ). In Tetrahymena, a green fluorescent protein (GFP) containing a His tag and a streptavidinbinding peptide tag (referred to as hsGFP-tag) was constructed and introduced into the C-terminus of LC1 (LC1-C-hsGFP) by homologous recombination (Supplemental Figures S1B and S3A ). The GFP tag was used to simplify the phenotypic assortment process of the Tetrahymena macronucleus (see Supplemental Materials and Methods for details). In both Chlamydomonas and Tetrahymena, recombinant LC1 was incorporated into the OAD complex and cilia/ flagella, as confirmed by GFP fluorescence and/or Western blots (Supplemental Figure S1 ). Recombinant Chlamydomonas with His- Chlamydomonas and Tetrahymena OAD complexes by negativestaining EM. We found one of the three stalk tips appeared more prominent than the others even in the native OAD complex without an attached gold particle ( Figure 2A and Supplemental Figure S4A ). The large stalk tip was not always visible by negative staining, possibly because it was sensitive to the staining condition. However, this feature could be observed in previous rotary shadowed EM images (Figure 2A, rightmost; Goodenough and Heuser, 1984) . Therefore we concluded that the presence of one prominent stalk tip was an intrinsic feature of the OAD complex.
To identify which of the three HCs had a large stalk tip, we purified Chlamydomonas mutant OAD complexes lacking either the α HC (βγ two-headed) or the β HC (αγ two-headed) from strains oda11 and oda4-s7, respectively. In both mutant OADs, one of the two heads possessed a large stalk tip (Figure 2 , B and C). Single-particle analysis of oda11 βγ heads also confirmed that one of the stalk tips was prominent (Supplemental Figure S4B ). Because both of these mutant OADs retain the γ HC, we assigned that the γ stalk tip was the one that appeared prominent. In a recombinant strain oda11×LC1-C-His, the larger stalk tip of the OAD complex was labeled by Ni-NTA-nanogold (Supplemental Figure S4C) . From these results, we concluded that the γ stalk tip attached LC1 and appeared larger than other stalk tips.
We tried to dissect the architecture of the γ stalk tip by singleparticle analysis. In the averaged image of the oda11 OAD (βγ) heads, the detailed structure of the stalk tip was obscured (Supplemental Figure S4B ). This might be because of the variety of head angles relative to the carbon grid due to the presence of the tail domain and the other head domain. Thus a single-headed fragment is appropriate for observation with little steric interference. Tetrahymena DYH3 head, which is equivalent to the Chlamydomonas γ head, could be isolated by chymotryptic digestion from the Tetrahymena OAD complex, and it retains the single-headed structure in EM (Toyoshima, 1987; Yamaguchi et al., 2015) . Purified Tetrahymena DYH3 head fragments were more homogenous in negativestaining EM than the oda11 heads ( Figure 3A) . Association of endogenous LC1 with the obtained Tetrahymena DYH3 head fragment was verified by Western blot analysis (Supplemental Figure S5A ). Using the Tetrahymena DYH3 head fragments, reasonable class average was obtained ( Figure 3Bi ). As for the AAA+ ring, the averaged Tetrahymena DYH3 head image was similar to the previously reported "right view" of the Dictyostelium cytoplasmic dynein head (Roberts et al., 2009) . However, there was a globular structure at the tip of the averaged Tetrahymena DYH3 head image (Figure 3Bi ). The images were subsequently classified and aligned according to the stalk region by applying a binary mask (Supplemental Figure S5B ). In the resultant class average, the stalk-tip region was found to be composed of two substructures (Figure 3Bii and Supplemental Figure S5B ). However, in the averaged image, only the base region of the stalk was visible, and the details of the stalktip region were obscured (Figure 3Bii ). Therefore we further analyzed the stalk-tip region by performing single-particle analysis on the images of the Tetrahymena DYH3 stalk tip alone (Supplemental Figure S5C ). The averaged stalk-tip structures appeared heterogeneous (Supplemental Figure S5C ), but a class-averaged image similar to Figure 3Bii was obtained (Figure 3Biii ). The overall shape and size of the averaged stalk tip in Figure 3Biii were round and with a 7-nm diameter, but it was composed of a smaller round substructure (∼3 nm in diameter) and an elliptic substructure (long axis of ∼7 nm and short axis of ∼3 nm). The smaller round substructure was connected to the stalk coiled coil and believed to correspond to the MTBD. The elliptic substructure was similar in size and shape to the labeling is applicable to the OAD complex, we used recombinant Chlamydomonas OAD containing LC2-biotin carboxyl carrier protein-His (referred to as LC2-C-His; Furuta et al., 2009 ). In the LC2-C-His OAD complex, gold particles were frequently found inside the tail domain ( Figure 1B , orange arrowheads). This result is consistent with a previous model in which LC2 was localized to the tail domain (DiBella et al., 2001) . The gold binding was believed to be specific because the binding ratio with LC2-C-His (61.2%, 134 of 219 molecules) was much higher than the binding ratio with the wild-type OAD complex without a His tag (9.4%, 61 of 650 molecules), and gold particles bound to the tail domain more specifically compared with the binding locations in the wild-type OAD complex ( Figure 1C) . From these results, we concluded that Ni-NTA-nanogold labeling could be used for localization in the OAD complex.
Next we performed Ni-NTA-nanogold labeling EM for OAD with LC1-C-His (Supplemental Figure S1Aii) . Although the labeling ratio of the LC1-C-His OAD complex (24.1%, 233 of 965 molecules) was lower than that of the LC2-C-His OAD complex, it was higher than that of the wild-type OAD complex ( Figure 1C ). The relatively low labeling ratio observed is probably due to the presence of wildtype LC1 in the purified OAD sample (Supplemental Figure S1Aii ). For the LC2-C-His OAD complex, LC2 was replaced by the recombinant form because His-tagged LC2 was expressed in an LC2-null mutant strain (oda12). The ratio of endogenous to His-tagged LC1 in purified LC1-C-His OAD samples was ∼2:1, as judged by Western blot analysis (Supplemental Figure S1Aii) . For LC1-C-His, we found that one of the head domains was specifically labeled with nanogold particle ( Figure 1A , orange arrowheads). Because gold particles were rarely bound to the head domain in the control (LC2-C-His and wild type; Figure 1C ), gold particle binding to the head domain of LC1-C-His OAD is believed to represent specific binding to LC1. We carefully examined the gold particle binding pattern in LC1-C-His and found that the gold particles were frequently distant from the AAA+ ring, near the stalk tip ( Figure 1A ). Similar localization of Ni-NTA-nanogold particles was observed in the recombinant Tetrahymena OAD complex with LC1-C-hsGFP (Supplemental Figure S3A ). These results were in striking contrast with the previous proposal that LC1 was associated with the AAA+ ring (Benashski et al., 1999; Patel-King and King, 2009) . To ensure that the gold binding to the stalk tip was not due to an artifact caused by the flexibility of the Ni-NTA-nanogold labeling, we constructed a Tetrahymena strain (βHC-C-hGFP) that expresses β HC carrying an hGFP (GFP containing His tag) at the C-terminus (Supplemental Figure S1 , B and C). This construct was used as a control for a His tag present inside the AAA+ ring, since the C-terminus of the HC was found to reside inside the AAA+ ring (Carter et al., 2011; Kon et al., 2011 Kon et al., , 2012 Schmidt et al., 2012) . Labeling of the βHC-C-hGFP OAD complex with Ni-NTA-nanogold particles resulted in localization of gold particles at the AAA+ ring edge, not at the stalk tip (Supplemental Figure S3B ). Thus the gold particle binding to the stalk tip appeared to reflect the localization of LC1 outside of the AAA+ ring, most likely at the stalk tip.
The γ stalk has a bulged tip due to the attached LC1
In the course of EM observation of the gold-labeled OAD complex with His-tagged LC1, we noticed that the gold-labeled stalk tip sometimes possessed extra density and looked bulged compared with the other HC stalk tips ( Figure 1A , red arrowheads). To investigate whether this bulged appearance of one stalk tip was an inherent feature of the OAD complex or an artifact due to protein tagging of LC1 and/or gold labeling, we also observed native (LC1-N-His; Figure 3Cii ). In the LC1-C-His OAD complex, the gold particles were found at the basal end of the structure ( Figure 1A ). In contrast, in the LC1-N-His OAD complex, the gold particles were bound at the tip end of the structure (Figure 3Cii ). To quantify these observation, we measured the center distances of the AAA+ ring and gold particles for the LC1-N-His and LC1-C-His OADs. The mean value of center distances of LC1-N-His was significantly larger reported NMR structure of LC1 (Wu et al., 2000; Patel-King and King, 2009) , suggesting that this additional elliptic structure corresponded to LC1.
The N-and C-termini are located at opposite sides of the long axis of LC1 (Figure 3Ci ; Wu et al., 2000; Patel-King and King, 2009 ). To determine the orientation of LC1 inside the large stalk tip, we made an LC1 construct with a His tag attached at the N-terminus 
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The γ MTBD region is sufficient for the binding of LC1 Because LC1 can bind to the stalk region of γ HC but not to that of β HC, there must be an LC1-binding region in the γ HC stalk. To determine this specific region, we designed a series of chimeric stalk constructs of γ HC and β HC. To avoid possible disruption of the stalk coiled coil and/or the MTBD structure, we fused the β HC sequence and the γ HC sequence at corresponding sites, instead of making deletion or truncation constructs ( Figure 5A and Supplemental Figure S7 ). The constructs are divided into two types: constructs with γ MTBD (β35: and constructs with β MTBD (γ35: . The name of the constructs shows the number of amino acid residues of CC1 and CC2 in each construct. These constructs were incubated with GST-LC1 and subjected to GST pull-down assays. We found that constructs with the γ MTBD bound to GST-LC1, but constructs with the β MTBD did not ( Figure 5 , B and C). It is noteworthy that the construct β85:82-γMTBD, having a γ HC sequence only in the MTBD region, bound to the GST-LC1, but the construct γ85:82-βMTBD, having the whole γ stalk sequence except for the MTBD region, did not. For the construct (β35:35-γ50:47) with the region corresponding to 3082-3109 amino acids (aa) in CC1 and 3288-3315 aa in CC2 of the γ stalk coiled coil (indicated by dashed lines in Figure 5A ; see also Supplemental Figure S7A ), binding to LC1 was at the same level as for the wild-type γ stalk ( Figure 5C ). In contrast, ∼50% level of binding was observed for the constructs without this region (β63:63-γ22:19 and β85:82-γMTBD; Figure 5C ). Because this region alone cannot accomplish LC1 binding (see data for γ63:63-β22:19 and γ85:82-βMTBD in Figure 5 ), this coiled-coil region of the γ HC is considered to promote the binding between LC1 and the γ MTBD region. The exact underlying mechanism is not clear, but a conformational change of coiled coil might affect γ MTBD's configuration and consequently the affinity of γ MTBD to LC1. With this in mind, to verify further that the γ MTBD region is sufficient for LC1 binding, we constructed a fragment containing only the γ MTBD region, which should no longer be affected by the stalk coiled-coil conformation. By GST-pull down assay, the γ MTBD fragment was also found to bind to GST-LC1 (Supplemental Figure S6B) . From these results, we concluded that the γ MTBD region is responsible and sufficient for binding to LC1.
than that of LC1-C-His (Figure 3Civ ). Subsequently we measured the distances from the center of the AAA+ ring to the basal end and the tip end of the large stalk tip (Figure 3Civ ) and confirmed that LC1 located inside the large stalk tip with its N-terminus at the tip end and the C-terminus at the basal end (Figure 3Ciii ).
One copy of LC1 binds specifically to the γ stalk region
To analyze further the interaction between the stalk and LC1, we used bacterially expressed proteins for biochemical analyses. We made His-tagged stalk fragments from Chlamydomonas α, β, and γ HC (hereinafter referred to as His-α stalk, His-β stalk, and His-γ stalk, respectively) and Chlamydomonas full-length LC1 constructs (GST-LC1 and LC1; Figure 4A ). First, we checked the specificity of the binding by pull-down assay ( Figure 4B ). His-tagged stalk constructs were bound to Ni-NTA magnetic beads and detected in the bound fractions. In the absence of the stalk, LC1 was detected only in the unbound fraction. When LC1 was incubated with the stalk constructs, LC1 was detected in the bound fraction only with the His-γ stalk.
Next we examined the stoichiometry of the binding of LC1 to the γ stalk. By sequential purification using the His-tag and GST-tag, we purified His-γ stalk and GST-LC1 as a complex (Figure 4Ci ). The molar ratio of His-γ stalk relative to GST-LC1 in the complex was determined to be 0.91 from the band intensities, considering the relationship between the band intensities and the molar concentration (see details for Supplemental Figure S6A ). To determine further the stoichiometry, we performed a quantitative glutathione S-transferase (GST) pull-down assay using His-γ stalk and GST-LC1 prepared separately. The molar ratio of His-γ stalk to GST-LC1 was 1.0, with K d = 1.8 nM at saturation (Figure 4Cii) . From these results, we concluded that one copy of LC1 is bound to the γ stalk region. The very low K d value suggests that the binding of LC1 to the γ stalk region is highly stable.
Binding of the His-γ stalk and GST-LC1 was also tested in highsalt conditions, and a lower degree of binding was detected even in the presence of 600 mM NaCl ( Figure 5 , B and C). This is consistent with the fact that LC1 was copurified with the OAD complex extracted under high-salt conditions in our preparations (Supplemental Figure S1 , Aiii and Cii), as well as in previous reports (Benashski et al., 1999; Patel-King and King, 2009 ). The distance between the center of the AAA+ ring and that of the gold particle was measured for the OAD complexes with LC1-N-His and LC1-C-His. The distances from the AAA+ ring center to the edge of the AAA+ ring, basal end, and tip end of the large stalk tip were measured as in the axis in C (iii) from EM images without gold particles and are indicated by dashed lines in the graph in (iv). The values were as follows: LC1-N-His, 21.5 ± 0.9 nm (n = 26); LC1-C-His, 14.0 ± 0.3 nm (n = 69); AAA+ ring edge, 7.0 ± 0.2 nm (n = 21); basal end, 14.1 ± 0.6 nm (n = 27); tip end, 21.1 ± 0.6 nm (n = 27) (mean ± SE).
LC1 decreases the affinity of the γ stalk for the microtubule
The MTBD is the region that serves as the binding interface with the microtubule (Mizuno et al., 2004; Carter et al., 2008; Redwine et al., 2012) . Because LC1 was found to bind to the γ MTBD region, we speculated that LC1 might affect the binding of the γ stalk to the microtubule. To test this, we conducted a microtubule copelleting assay (Supplemental Figure S8) . The affinity of the γ stalk-region fragment (His-γ stalk) in the copelleting assay with microtubules was B max /K d = 0.097 ( Figure 6 and Table 1 ). Assuming that the dynein stalk binds to the tubulin dimer in a 1:1 molar ratio at saturation (Mizuno et al., 2004; Carter et al., 2008; Redwine et al., 2012) , K d for the microtubule-γ stalk interaction was estimated to be 10 μM (Table 1 ). This K d value is reasonable compared with the reported K d values for other kinds of dynein stalk and MTBD fragments (Mizuno et al., 2004; Gibbons et al., 2005; Shimizu et al., 2008; McNaughton et al., 2010; Kato et al., 2014) , and thus the assumption of B max = 1 is appropriate. Next, to reveal LC1's effect on the microtubule binding of the γ stalk, we first purified the γ stalk-LC1 complex using successive affinity chromatography, taking advantage of His and GST tags (note that the GST tag was removed from LC1 in the final step of purification). The purified γ stalk-LC1 complex also bound to microtubule, but its affinity for microtubules was decreased to about half of that of the γ stalk (B max /K d = 0.053; K d = 19 μM; Figure 6 and Table 1 ). The binding of LC1 to microtubules was also tested, and LC1 was found to bind to microtubules as previously reported (Patel- King and King, 2009 ). However, LC1's The intensity of the band possibly corresponding to a degradation product (indicated by an asterisk) was <5% of the two major bands and therefore does not significantly influence the result.
(ii) Quantitative GST pull-down assay of His-γ stalk and GST-LC1. Increasing concentrations of the γ stalk were incubated with a fixed concentration of GST-LC1 and subjected to GST pull-down assay. The free γ stalk concentration in the unbound fraction and the molar ratio of γ stalk to GST-LC1 in the bound fraction were determined and plotted. affinity for microtubules was found to be significantly lower than that of the γ stalk and the γ stalk-LC1 complex (B max /K d = 0.014; Figure 6 and Table 1 ). Although we were unable to determine the B max and K d of LC1 because of the extremely low affinity, we estimate that the overall affinity of LC1 to microtubules is less than one-seventh of that of the γ stalk.
DISCUSSION
LC1 locates at the γ MTBD region
With regard to the location of LC1 within the γ HC, LC1 was proposed to bind to the AAA+ ring of the γ HC in a previous, lesswell-supported model (Patel- King and King, 2009 ; Figure 7A ). By EM observation of wild-type and mutant OADs, we found that the γ head has a large stalk tip compared with the α and β heads (Figure 2 ). This feature is consistent with previous rotary-shadowed EM images (Goodenough and Heuser, 1984) but has not been explicitly reported. Specificity of the binding of LC1 to the γ stalk was consistent with the results of the pull-down assays (Figure 4) . Ni-NTA-nanogold labeling of His-tagged LC1 revealed that LC1 was located at the large stalk tip ( Figures 1A and 3C ). Averaged images of the stalk tip suggested that an additional structure, most likely corresponding to LC1, was associated at the MTBD region ( Figure 3B ). Association of LC1 with the γ MTBD region was also verified by pull-down assays using chimeric stalk constructs and an MTBD fragment ( Figure 5 and Supplemental Figure S6B ). Previous cross-linking experiments followed by vanadate-mediated ultraviolet photocleavage showed that LC1 is associated with the C-terminal region of the γ HC distal to the P1 site of AAA1 (Benashski et al., 1999) . Because this region contains the stalk (including the MTBD), these results are consistent with our conclusion. A new model of LC1 localization to the γ head domain is shown in Figure 7B . Sequence comparison between the MTBD regions in Chlamydomonas α, β, and γ HCs indicates that their overall sequences are similar to each other, except that the γ MTBD has a significantly longer insert sequence between helix 2 (H2) and helix 3 (H3; Supplemental Figure S7B ). The numbers of amino acid residues in the inserts compared with the cytoplasmic dynein MTBD are as follows: α HC, 2 aa; β HC, 4 aa; and γ HC, 15 aa. This feature was also present in the Tetrahymena and the human HCs homologous to the Chlamydomonas γ HC (Supplemental Figure S7B) . A recent nuclear magnetic resonance study on the MTBD of Chlamydomonas inner arm dynein-c showed that a 13-aa insert sequence between the H2 and H3 forms an extended structure called the "flap" (Kato et al., 2014) . By homology modeling, we performed a structural prediction on the MTBD of α, β, and γ HCs and found that only the γ MTBD forms the "flap" structure (Supplemental Figure S9 ). Although we were not able to dissect the LC1-binding site within the γ MTBD FIGURE 5: Mapping of the LC1 binding region within the γ stalk. (A) Schematics of the sequences and structures of chimeric stalk constructs. Chimeric stalk constructs of γ HC (yellow regions) and β HC (gray regions) were designed and used for GST pull-down assays with GST-LC1. The junction sites in the stalk coiled coil are indicated by dashed lines. The nomenclature is based on the number of amino acid residues in CC1 and CC2, and the former and the latter parts of the name represent the numbers in the base and tip regions. For example, in β35:35-γ50:47, the base region (35 aa of CC1 and 35 aa of CC2) is β HC sequence, and the tip region (50 aa of CC1, MTBD, and 47 aa of CC2) is γ HC sequence. See also Supplemental Figure S7 . The His tags at the N-termini, for purification purposes, are omitted from the diagram. (B) SDS-PAGE of GST pull-down assays of chimeric stalk constructs and GST-LC1. Binding of the stalk constructs and GST-LC1 was carried out in PBS containing 140 mM (left) and 600 mM (right) NaCl. (C) Quantification of the binding to GST-LC1. Ratios of stalk constructs and GST-LC1 in the bound fraction were calculated for each construct from SDS-PAGE results. GST pull-down assay was carried out in a concentration range in which the binding was not saturated. The mean values were calculated from three independent experiments, and error bars represent the SE. Statistical significances compared with the γ stalk (140 mM NaCl) were determined using one-way analysis of variance (ANOVA) followed by Dunnett's multiple comparisons test (***p < 0.001, ****p < 0.0001; n.s., not significant; n.d., not detected).
However, considering that LC1 locates to the γ MTBD region, LC1 is likely to interact with the B-tubule of the adjacent DMT ( Figure 7B ). region, this flap structure is specific to the γ MTBD among the three HCs of OAD complex, and therefore it is a plausible candidate for the LC1 binding site. High-resolution structural studies using cocrystallization and mutational analysis will clarify this point.
Orientation of LC1 on the γ MTBD
The labeling of His-tagged LC1 with Ni-NTA-nanogold at either the N-or the C-terminus ( Figure 3C ) suggested that LC1 is located on the γ MTBD region with its N-terminus oriented toward the tip and its C-terminus toward the base ( Figure 7B ). Previous mutational analysis showed that several basic residues in the N-terminal region are important for LC1's binding to the DMT (King and Patel-King, 2012) . Based on the LC1's orientation in our model, the N-terminal region should locate close to a microtubule ( Figure 7B ), and this model is consistent with the results of a previous mutation study. Because the LC1-γ MTBD association persists in high-salt conditions, it might be mediated by the β-sheet face of leucine-rich repeat structure of LC1, where a hydrophobic patch is present (Patel- King and King, 2009) .
Previously LC1 was presumed to associate with the A-tubule of the DMT ( Figure 7A ). This model was based on the results of in situ immunogold EM as well as on the assumption that LC1 was too short (∼7 nm long at most) to bridge the gap between the AAA+ ring and the B-tubule (>10 nm; Patel- King and King, 2009 ). Table 1 . Statistical analyses were performed using one-way ANOVA, followed by Tukey's multiple comparisons test (*p < 0.0001). motility and offer new insight into diverse and complicated regulatory mechanisms of the dynein complex.
MATERIALS AND METHODS
The strains of Chlamydomonas and Tetrahymena used in this study, the construction and purification of the proteins, and the computational analysis are described in the Supplemental Materials and Methods.
Electron microscopy
Purified OAD-complex samples were applied to carbon grids prehydrophilized as in Sakato et al. (2007) , rinsed with MME buffer (30 mM 3-(N-morpholino)propanesulfonic acid, 5 mM MgCl 2 , 1 mM ethylene glycol tetraacetic acid, pH 7.4), and negatively stained with 1.5% (wt/vol) uranyl acetate. The grids were observed in an H-7500 electron microscope (Hitachi, Tokyo, Japan) at 40,000× magnification operating at 80 kV. The EM images were recorded on either a 1024 × 1024-pixel charge-coupled device camera (FastScan-F114; Tietz Video and Image Processing Systems, Gauting, Germany) or film (Electron Microscope FG Film; Fujifilm, Tokyo, Japan).
Single-particle analysis
Single-particle analysis was performed using the SPIDER program (Frank et al., 1996) as in Torisawa et al. (2014) . For single-particle analysis, images recorded on film were digitized using a Super CoolScan 9000 ED scanner (Nikon, Tokyo, Japan). To average Tetrahymena DYH3 head fragments, 1486 molecules with the large stalk tip were selected by visual inspection and boxed manually using X3d (Conway et al., 1999) . The images were aligned according to the single-reference algorithm, followed by a multireference algorithm with iterative process. The major group obtained was subclassified by K-means clustering. The images were further aligned with reference to the stalk region by applying a mask to most of the AAA+ ring region. For the averaging of the stalk tip region, only the stalk-tip region was boxed and processed similarly. For the oda11 (βγ two-headed) OAD complex, each of the two heads (with or without a large stalk tip) was processed separately.
Ni-NTA-nanogold labeling
Ni-NTA-nanogold particles were prepared according to Kitai et al. (2011) . Purified OAD complex solution (∼20 μl) was mixed with Ni-NTA-nanogold particle solution (1-2 μl) so that the molar ratio of the OAD complex and nanogold would be 1:1 and incubated on ice for 30 min. Afterward, the samples were negatively stained as described. For quantification, the center distances between the AAA+ rings and the gold particles bound to the stalk tip were measured manually using ImageJ software (National Institutes of Health, Bethesda, MD). Although the gold particles were sometimes found on or within the AAA+ ring, this apparent binding might reflect an incidental overlap between the stalk and the AAA+ ring because of some interactions with the carbon grid in negative-staining EM. Therefore such gold particles were excluded from the quantification.
Pull-down assays
For pull-down assays using the His tag added to the stalk constructs, Dynabeads His-Tag Isolation and Pulldown (Life Technologies, Carlsbad, CA) was used. Stalk constructs (2.1 μM) and LC1 (4.3 μM) were incubated in 50 μl of His-tag binding buffer (50 mM Tris-HCl pH 8.0, 100 mM NaCl, 0.01% Tween-20) for 10 min at 25°C. Four microliters of Dynabeads solution (50% slurry) was added to the reaction solution and incubated for 10 min at 25°C. Dynabeads were isolated from solution (unbound fraction) using a magnet. Dynabeads were
Number of LC1 molecules associated with the γ head In the previous model, two copies of LC1 were presumed to bind to the γ head domain (Patel- King and King, 2009 ; Figure 7A ). From our results on the stoichiometry of binding, the number of LC1 molecules bound to the γ MTBD was estimated to be one ( Figure 4C ). Although our data do not totally rule out the possibility of two copies of LC1 associating with the γ head domain, this possibility does not appear very high. When the OAD complex was affinity purified by taking advantage of the protein tag on the recombinant LC1, the purified OAD complex did not contain endogenous LC1 (Supplemental Figure S1 , Aiii and Cii). Because endogenous LC1 was present in both Chlamydomonas and Tetrahymena transformants, the affinity-purified OAD should contain endogenous LC1 in addition to recombinant LC1 if two copies of LC1 were attached to a single OAD complex. This result suggests that either there is no LC1 present other than the one at the MTBD or the association of the other copy of LC1 to the γ head domain is very weak ( Figure 7B ). This model is compatible with a previous biochemical result showing that LC1 binds to OAD complex at a 1:1 molar ratio (Barkalow et al., 1994) .
Implications for LC1's regulatory mechanism of the OAD complex
Although LC1 itself had a weak microtubule-binding ability, binding of LC1 decreased γ stalk's affinity for the microtubule by about half in the MT copelleting assay ( Figure 6 ). There are alternative possible explanations for this mechanism. First, LC1 might cause a steric hindrance to the γ stalk's microtubule binding. Second, LC1's binding could induce a structural change in the γ MTBD region; for example, a low-affinity structure of the γ MTBD for microtubules might be stabilized. High-resolution structural information would be needed to fully understand the mechanism. Note that there are differences in tubulin modifications between in vitro-assembled microtubules and the B-tubule of DMT (Westermann and Weber, 2003) , and the values of affinities in Figure 6 and Table 1 might not accurately reflect the strength of the interaction between the γ stalk-MTBD and B-tubule. Previously LC1 was proposed to work as a tether between the γ HC and the DMT (Patel- King and King, 2009 ). However, our results do not support this possibility, since LC1 decreased the γ stalk's affinity for the microtubule. One possible LC1 function may be to regulate the affinity of the γ MTBD for the B-tubule so that the γ HC can interact with the B-tubule only when it is necessary. Previously LC1 was found to be important for the transition from effective stroke to recovery stroke in Chlamydomonas flagellar beating (Patel- King and King, 2009) . In Paramecium, a 29-kDa light chain of the OAD complex (p29), possibly corresponding to Paramecium LC1, undergoes phosphorylation, which enhances the OAD activity (Hamasaki et al., 1991; Barkalow et al., 1994; Kutomi et al., 2012) . Future studies focusing on the relationship of LC1 and force generation of the OAD complex, such as in vitro motility studies using the OAD complex with or without LC1, will answer the question.
Conclusions
In this study, we found a novel feature of OAD: the stalk tip of the γ HC is larger than the tips in the other two HCs, and this is due to the presence of LC1 at the MTBD region of the γ HC. Further, our results suggest that LC1 functions to modulate the binding affinity of the γ head to microtubules. It is unexpected that dynein LC subunit localizes at the MTBD, which directly affects the interaction between dynein and microtubules. These findings provide the basis for understanding the regulatory function of LC1 in ciliary and flagellar
Microtubule copelleting assay
Tubulin was purified from porcine brain as in Vallee et al. (1986) , polymerized into microtubule, and stabilized with 40 μM paclitaxel. Microtubule, 5 μM, was incubated with an increasing concentration of His-γ stalk, γ stalk-LC1 complex, or LC1 in 45 μl of NAP5 buffer (50 mM Tris-HCl, pH 8.0, 100 mM NaCl) containing 15 μM paclitaxel for 30 min at 25°C. The solution was subjected to ultracentrifugation (120.2 rotor, 75,000 rpm, 10 min, 27°C; Optima TLX ultracentrifuge; Beckman Coulter, Brea, CA). The supernatant and precipitated fraction were examined by SDS-PAGE, and images of the gels were digitized. The ratios of the band intensities in supernatant and precipitation were determined, and the protein concentration in each fraction was calculated from the input protein concentrations.
